The family of mammalian cysteine-rich secretory proteins (CRISP) have been well characterized in the rat, mouse, and human. Here we report the molecular cloning and expression analysis of CRISP1, CRISP2, and CRISP3 in the boar. A partial sequence published in the National Center for Biotechnology Information (NCBI) database was used to derive the full-length sequences for CRISP1 and CRISP2 using rapid amplification of cDNA ends. RT-PCR confirmed the expression of these mRNAs in the boar reproductive tract, and real time RT-PCR showed CRISP1 to be highly expressed throughout the epididymis, with CRISP2 highly expressed in the testis. A search of the porcine genomic sequence in the NCBI database identified a BAC (CH242-199E6) encoding the CRISP1 gene. This BAC is derived from porcine Chromosome 7 and is syntenic with the regions of the mouse, rat, and human genomes encoding the CRISP gene family. This BAC was found to encode a third CRISP protein with a predicted amino acid sequence of high similarity to human CRISP3. Using RT-PCR we show that CRISP3 expression in the boar reproductive tract is confined to the prostate. Recombinant porcine (rp) CRISP2 protein was produced and purified. When incubated with capacitated boar sperm, rpCRISP2 induced an acrosome reaction, consistent with its demonstrated ability to alter the activity of calcium channels.
INTRODUCTION
The cysteine-rich secretory proteins (CRISP) are a family of proteins characterized by sixteen conserved cysteine residues and a two-domain structure [1] [2] [3] . The amino-terminus is characterized by the CAP (CRISP, Antigen 5, PR-1) domain, which is structurally similar to pathogenesis-related (PR) protein PR14a and found in many toxin proteins and the GliPR proteins [1, 4, 5] , whereas the carboxy terminus contains the cysteine-rich domain (CRD). The distal half of the CRD region has been shown to interact with and regulate ion channels and thus is referred to as the ion channel regulator (ICR) region [6] . The ICR domain and the CAP domain are connected by a relatively unstructured hinge region in the proximal CRD [1] .
Murine CRISP1 is secreted by the epididymal epithelium and associates with the sperm surface [7, 8] . CRISP2 is produced by testicular germ cells and becomes localized to the sperm tail and to the acrosome [9] [10] [11] . Both murine CRISP1 and CRISP2 have been implicated in sperm-egg fusion by the ability of exogenous CRISP protein to inhibit capacitated sperm from fusing with the oolemma [12] [13] [14] . Exogenous rat CRISP1 has also been shown to prevent in vitro capacitation in a dose-dependent and reversible manner [15] . Nothing is known about the function of the CRISP proteins in the pig. The potential for porcine CRISP1 suppressing capacitation may prove very beneficial for the stabilization of boar sperm during cryopreservation, storage, and transport. As an initial step toward understanding the function of the CRISP proteins in the boar reproductive tract, we have cloned their cDNAs and characterized their expression. The effect of recombinant porcine (rp) CRISP2 protein on sperm function was also investigated.
MATERIALS AND METHODS

Chemicals and Reagents
Alexa Fluor 488 goat anti-rabbit IgG, calcium ionophore A23187, and propidium iodide were purchased from Molecular Probes/Invitrogen (Carlsbad, CA). Anti-V5 epitope antibody, Dulbecco modified Eagle medium (DMEM) with 4.5 g/L glucose and no L-glutamine, fetal calf serum, geneticin, Drosophila Schneider (S2) cells and medium, lipofectamine 2000, pcDNA 3.1 A vector, Platinum Taq polymerase, ProBond Purification System, restriction enzymes (XbaI, HindIII, EcoRI), Superscript III Two-Step First Strand Synthesis System for RT-PCR, T4 ligase, Trizol reagent, 0.25% Trypsin-EDTA, Top 10 cells, and TOPO TA vector for cloning were purchased from Invitrogen. The BCA macro protein assay kit and Super Signal West Pico Chemiluminescent Substrate were purchased from Pierce Chemical Co. (Rockford, IL). The Marathon cDNA Amplification Kit was purchased from BD Bioscience Clontech (Palo Alto, CA). The Oligotex mRNA mini kits and Midi-Plasmid Purification kits were purchased from Qiagen (Valencia, CA). TaqMan Fast Universal PCR Master Mix and 20X Gene Expression Assay (primer and probe) were purchased from Applied Biosystems (Foster City, CA) for real time RT-PCR. The Wizard Plus Miniprep DNA Purification System was purchased from Promega (Madison, WI). All other chemicals and reagents were purchased from Sigma-Aldrich (St. Louis, MO).
Media
Capacitating medium (CM) was composed of 4.8 mM potassium chloride, 1.2 mM potassium phosphate, 95 mM sodium chloride, 5.55 mM glucose, 25 mM sodium bicarbonate, 2 mM calcium chloride, 0.4% BSA fraction VI, and 2 mM pyruvate (pH 7.4). The noncapacitating medium (NCM; pH 7.4) was similar to CM but without calcium, bicarbonate, and BSA and was composed of 2.7 mM potassium chloride, 1.5 mM potassium phosphate, 8.1 mM sodium phosphate, 137 mM sodium chloride, 5.55 mM glucose, and 2 mM pyruvate. Both media have been previously described [16] .
Culture medium for porcine endometrial glandular epithelial (PEGE) cells (derived in the laboratory of D.N.F.) consisted of DMEM with 2 mM L-glutamine, 0.01 lg/ml insulin, 1% (v/v) penicillin-streptomycin, and 10% (v/v). PEGE cell transfection medium was the culture medium without antibiotics.
Bioinformatics
Alignment of the cDNA sequences and percentage similarity analyses were performed using the CLUSTAL W multiple alignment tool (http://www.ebi.ac. uk/clustalw) [17] . BLAST analysis (National Center for Biotechnology Information [NCBI]; http://www.ncbi.nlm.nih.gov/) was used to search for CRISP genomic and EST sequences. Exon sequences for CRISP1, CRISP2, and CRISP3 were extracted from BAC sequence using Spidey (NCBI).
Tissue Collection
Tissue samples from three 10-day-old piglets were a gift from Dr. Gary Althouse (University of Pennsylvania). Tissue samples from six 13-mo-old boars were a gift from Dr. Darwin Reickes (Swine Vet Center, St. Peters, MN). Prior to donation of tissue samples, animals were euthanized by jugular vein bleed. Samples (0.5 3 1.0 3 1.0 cm) in size were collected immediately from the testis, caput, corpus, cauda, and seminal vesicles, prostate, submandibular glands, and liver from each animal. Piglet tissue samples were stored in 5 ml of RNALater at 48C until used. Boar tissue samples were flash-frozen on dry ice and stored at À808C until used. Tissues were homogenized in a Kinematica CH 6010 Kriens-LU (Brinkmann Instruments, Westbury, NY).
RNA Isolation and cDNA Synthesis
Total RNA was isolated from the homogenized tissue samples or cultured cells using the Trizol method according to the manufacturer's protocol (Invitrogen). Messenger RNA was isolated from total tissue RNA using the Oligotex mRNA kit following the manufacturer's instructions and reverse transcribed to cDNA, then used for rapid amplification of cDNA ends (RACE). First-strand cDNA was made from 1 lg of total RNA from both tissue and cells using Superscript III (Invitrogen). Aliquots of cDNA made from tissue RNA were used as the template for real time and semiquantitative RT-PCR reactions with primers for CRISP1, CRISP2, and CRISP3. Aliquots of cDNA made from cultured cellular RNA were used as the template for semiquantitative RT-PCR reactions with primers for CRISP1 and CRISP2 to confirm recombinant gene expression.
5
0 and 3 0 RACE
The full-length cDNA sequences of porcine CRISP1 and CRISP2 were obtained from cauda epididymal mRNA for CRISP1 and testis mRNA for CRISP2 using the Marathon cDNA Amplification Kit according to the manufacturer's protocols for 3 0 and 5 0 RACE. The gene-specific primers used were based on the available mRNA sequence for porcine CRISP1 and CRISP2 in the NCBI database: 
Reverse Transcription Polymerase Chain Reaction
Full-length primer sets were deduced from the RACE sequence for CRISP1: 5 0 -TAA AGG CAG GAG CGC ACT AT-3 0 (forward) and 5 0 -ACC GTT GCA GAT ACC AAA GG-3 0 (reverse), and CRISP2: 5 0 -ACT CCC AAT GGT GCT GTT TC-3 0 (forward) and 5 0 -AGG TTC TCG TGA CCA TGT CC-3 0 (reverse). CRISP3 primers were designed from the porcine genomic (BAC) sequence. The primer set that gave the largest product was 5 0 -CAT GGT CAA ATG CAA TCC AG-3 0 (forward) and 5 0 -TAC AGC GCA GGG GAT ATA GC-3 0 (reverse). CRISP1 and CRISP2 were amplified in 25 cycles and CRISP3 in 35 cycles of 30 sec at 948C, 30 sec at 558C, and 40 sec at 728C. The products were analyzed on a 1% agarose gel.
Real-Time RT-PCR
Real-time RT-PCR was performed using a 7500 Fast Real-Time RT-PCR System (Applied Biosystems). Primer-probe sets for CRISP1 and CRISP2 as well as two control genes for expression, cyclophin and b-actin (ACTB), were designed: CRISP1 Cloning of Porcine CRISP1 and CRISP2 for Protein Expression
Full-length coding sequences of CRISP1 and CRISP2 were cloned into pcDNA 3.1/V5-His A vectors using 5 0 and 3 0 directional cloning with HindIII and XbaI. Forward primers encoding a HindIII restriction site were designed 100 bp upstream from the predicted start codon in both CRISP1 and CRISP2 genes. Reverse primers encoding the XbaI restriction site were designed to mutate the predicted stop codon, allowing translation to continue into the vector sequence for the addition of the V5 epitope and the His tag at the C-terminus of the protein. Sequences were verified at the BioMedical Genomics Center DNA Sequencing and Genotyping Facility at the University of Minnesota (St. Paul, MN). Plasmids were transfected into Top 10 Escherichia coli cells (Invitrogen) for large-scale preparation of plasmids for transfection into mammalian cells. Plasmid purification was performed using a midi-plasmid purification kit from Qiagen according to the manufacturer's instructions. CRISP1 and CRISP2 plasmids were transfected into PEGE cells using Lipofectamine 2000. Briefly, CRISP1 or CRISP2 plasmids were mixed with 500 ll transfection medium according to the manufacturer's protocol and added to PEGE cells plated to 80% confluency on 25-cm 2 culture flasks. After 5 h the transfection mixture was diluted with fresh complete medium. After 3 days of culture, transfected PEGE cells were split 1:10 into selective medium containing 500 lg/ml of geneticin and cultured for at least 1 mo for generation of stable transformants.
Collection of Recombinant Protein
Expression of recombinant CRISP1 and CRISP2 protein from stably transformed PEGE cells was confirmed by RT-PCR and Western blot analysis using anti-V5 antibody. The apparent molecular masses of rpCRISP1 and rpCRISP2 were 24 kD and 28 kD, respectively (data not shown). Recombinant His tag proteins were purified from conditioned culture media collected from transfected PEGE cells over a nickel column using the ProBond Purification System according to the manufacturer's instructions (Invitrogen). Eluted fractions positive for anti-V5 staining were pooled together, and buffer was exchanged against 5 mM Tris-HCl overnight at 48C. The protein concentration was determined by the BCA assay using a BSA standard supplied with the kit (Pierce Chemical Co.). Protein was lyophilized overnight in 200-lg aliquots.
Preparation of Inactivated Recombinant CRISP Protein
Aliquots (100 and 500 ug) of rpCRISP2 protein in 10 mM Tris were denatured by heating for 3 h at 968C. Samples were cooled to 48C for 10 min, then 1 lg porcine trypsin and 20 lg protein was added to each sample. Sample were incubated at 378C overnight then stored at À808C until used.
Collection of Sperm and Seminal Plasma
Semen was collected from three boars (two Yorkshires and one Hampshire) of proven fertility using the gloved-hand technique into a gauze-covered container. Boars were housed at the University of Minnesota Research Farm (St. Paul, MN). Immediately after collection, 2 ml of ejaculate was diluted into 8 ml of NCM maintained at 398C and transported to the laboratory, where the concentration and motility analysis were performed using a Hamilton-Thorne IVOS (Beverly, MA). Samples with less than 60% motile sperm were not used. Seminal plasma (SP) used in the experiments was separated from sperm cells by centrifugation at 1000 3 g for 30 min. Pooled aliquots were stored at À808C until use. Semen collection was conducted under a protocol approved by the University of Minnesota Institutional Animal Care and Use Committee (IACUC).
Collection of Epididymal and Testicular Fluid
Two-gram sections of tissue were thawed on ice for 15 min. Several incisions were made in each tissue section followed by incubation with shaking in 1 ml cold (48C) PBS for 1 h. Cellular debris was removed by centrifugation at 1130 10 000 3g in a microfuge for 10 min. The protein concentration was determined by BCA protein assay. Samples were stored frozen at À808C until analyzed.
Acrosome Reaction
Sperm were suspended in NCM, CM, CM with 20% (v/v) SP, or CM with 50, 100, 200, or 500 lg recombinant porcine CRISP2 proteins. Capacitation was for 3 h at 398C in 5% CO 2 atmosphere. The acrosome reaction (AR) was induced in aliquots of sperm (4 3 10 7 /ml) by adding the calcium ionophore A23187 in dimethyl sulfoxide to the sperm suspension for a final concentration of 2 lM and incubating for 30 min. Acrosome-reacted and acrosome-intact sperm were determined by flow cytometry as described previously [18] .
Statistical Analysis
Flow cytometry data were first analyzed using FlowJo v7.1 software (Tree Star, Ashland, OR) reporting percentages of AR and acrosome-intact viable sperm. Percentages for the AR data from flow cytometry were then analyzed using Statistical Analysis Systems software v9.1 (SAS Institute, Inc., Cary, NC). Percentage data (P . 0.01) for each response category (AR and acrosome intact) were analyzed with one-way repeated-measures ANOVA. Animal and treatment were used as categorical variables in the class statement. Leastsquares means for each treatment were performed for the purpose of reporting point estimates and preparing figures. Standard error was reported.
RESULTS
Cloning and Sequence Analysis of CRISP cDNAs
The full-length sequences, including the 5 0 untranslated region through the poly adenylation tail of porcine CRISP1 and CRISP2 cDNAs, were successfully obtained by RACE beginning with the sequence available from the NCBI database. The nucleotide sequence available in the NCBI database included 735 bp for CRISP1 and 162 bp for CRISP2. The 237-bp database sequence available for CRISP3 was found to correspond to the sequence for CRISP2. Therefore, there was no available sequence for porcine CRISP3.
The nucleotide sequence of CRISP1 was BLAST aligned against the porcine genome database (Sanger Institute), and BAC CH242-199E6 was found to encode the entire gene. The genomic sequence confirmed the full-length cDNA for porcine CRISP1 obtained by RACE. Further analysis of the CH242-199E6 genomic sequence revealed the presence of the PGK2 gene. The gene encoding beta defensin 4 (DEFB4) was found on the contiguous BAC, CH242-299J7, establishing the synteny of this region of porcine Chromosome 7 with regions encoding the CRISP family of genes in the rat, mouse, and human. BAC CH242-199E6 was also found to contain a complete gene, including consensus transcription start site, translation start codon, and polyadenylation signal, that was predicted to encode a third CRISP protein that both synteny and sequence similarity suggested was porcine CRISP3. The porcine CRISP2 gene was found on the recently sequenced BAC CH242-388J22, contiguous with the other end of BAC CH242-199E6. The sequence of these porcine BAC clones can be found on the Ensembl Web site (pre.ensembl.org/ Sus_scrofa_map). A diagrammatic summary of the syntenic relationship between the region of porcine Chromosome 7 encoding the CRISP gene family and that of the mouse, rat, and human is shown in Figure 1 .
The deduced amino acid sequence of the three porcine CRISP proteins all contain the 16 conserved cysteine residues characteristic of this protein family (Fig. 2) . The domain structure also appears to be conserved. The three porcine CRISP amino acid sequences were compared with the deduced amino acid sequences from human, mouse, rat, chimp, cow, and horse using CLUSTALW analysis, and the results are shown in Figure 3 as a phylogenic tree. Porcine CRISP2 is highly related to CRISP2 in the other species. CRISP1, in contrast, is similar to human and other CRISP1 but also to mouse and rat CRISP4. The CRISP3 proteins are more dissimilar, with the porcine, bovine, and equine clustering in 
FIG. 3.
A phylogenic tree showing the similarity between CRISP protein amino acid sequences across pig, horse, human, chimpanzee, rat, and mouse. These proteins are highly conserved throughout evolution. Highsimilarity matches exist between CRISP2 sequences across species. CRISP1 sequences in the pig, horse, chimpanzee, and human are highly similar to those for CRISP4 in the rat and mouse. Sequence groups are bracketed.
BOAR CRISP PROTEINS similarity, but distinct from human and chimp. To date, no gene equivalent to mouse Crisp3 has been found in rat.
Gene Expression Profiles
Complementary DNA was synthesized from boar and piglet testis, caput, corpus, and cauda epididymis, seminal vesicle, prostate, submandibular glands, and liver and used as a template for RT-PCR. Liver tissue served as a negative control. Amplification of cDNA from boar caput, corpus, and cauda epididymal tissue samples in 25 cycles yielded the predicted 849-bp RT-PCR product for CRISP1 (Fig. 4) . Similarly, the predicted 1008-bp CRISP2 product was amplified in boar testis with 25 cycles (Fig. 4) . CRISP3 was not visible until 35 cycles with RT-PCR. The predicted 807-bp CRISP3 product was amplified in the prostate and faintly in the testis and caput epididymis (Fig. 4) . No amplification in piglet tissue samples occurred at 25 cycles for CRISP1, CRISP2, or CRISP3 (data not shown).
To determine relative levels of mRNA expression, real time RT-PCR was performed for CRISP1 and CRISP2. CRISP1 was found to be expressed at high levels throughout the boar epididymis, with highest levels detected in the corpus (Fig. 5) . CRISP2 was expressed, and at very high levels, only in the boar testis. The CRISP mRNAs were not detected in the piglet tissues.
The Effects of Recombinant Porcine CRISP2 Protein on the Sperm AR Recombinant expression and purification was attempted for both CRISP1 and CRISP2. Only minimal production of rpCRISP1 was obtained from PEGE cells or from other cell lines (CHO [Chinese hamster ovary cells], pig, or embryonic chicken fibroblasts, S2) tested for expression (data not shown). Thus, we were unable to analyze the activity of rpCRISP1. In contrast, robust protein production was obtained for rpCRISP2 and milligram quantities were purified. Rat CRISP1 and CRISP2 both have similar activity in sperm-egg fusion assays, suggesting that they have overlapping molecular activities [19] . Since rat CRISP1 can also inhibit sperm capacitation, it was of interest to determine if rpCRISP2 shared this activity as well and could similarly inhibit porcine sperm capacitation. To this end, boar sperm were incubated in CM for 3 h in the absence or presence of increasing amounts of rpCRISP2. An aliquot of these sperm was induced to acrosome-react by addition of calcium ionophore A23187. As Figure 6 shows, rpCRISP was unable to inhibit the ionophore-induced AR. In fact, rpCRISP2 at all doses tested induced an AR in the absence of ionophore. The percentage of sperm induced to acrosome-react by rpCRISP2 was equal to that induced by ionophore. Although not statistically significant, the AR-inducing effect of rpCRISP2 appeared to decrease at high rpCRISP2 protein concentrations (500 lg/ml). The inhibitory effects of 100 lg/ml CRISP2 were significantly attenuated when the protein was heat-denatured and trypsinized (Fig. 6 ). Sperm incubated in NCM had no significant increase in acrosome-reacted sperm before or after addition of ionophore, whereas sperm incubated in CM had an AR-inducible fraction of 26% (Fig. 6 ). These conditions serve as negative and positive controls, respectively, confirming the appropriate NCM and CM conditions. A third control was the inclusion of 20% (v/v) whole SP in CM, which significantly reduced the percent of sperm able to undergo the AR when challenged with the ionophore. We have shown previously that SP inhibits the AR in boar sperm [18] . 6 . The effect of recombinant CRISP2 protein on sperm capacitation was tested by determining its effect on an ionophore inducible AR. Sperm were incubated for 3 h in NCM or CM followed by challenge with calcium ionophore (gray bars, no ionophore; white bars, ionophore). Twenty percent (v/v) SP was used as a control for a protein sample that is known to suppress the AR in porcine sperm. Recombinant porcine (rp) CRISP2, regardless of amounts used, induced an AR and did not inhibit an inducible AR in boar sperm. This effect was attenuated with heat denaturation (HD; 100 lg/ml) of the rpCRISP2. Treatments where ionophore induced a significant increase (P ¼ 0.01) are designated with an asterisk (*).
VADNAIS ET AL.
DISCUSSION
Here we report the full-length sequence of the three porcine CRISP cDNAs. We have also quantified the tissue-specific mRNA levels. We have shown that the CRISP gene family resides on Chromosome 7 in the pig genome. These results shed light on the relationship of the porcine CRISP proteins to those in other mammals. Boar CRISP1 has the highest similarity to human, equine, and bovine CRISP1 and murine CRISP4. It is expressed in the epididymis with increasing levels from the caput to the corpus and decreasing in the cauda. This pattern of expression is similar to that of CRISP1 in the human and CRISP4 in murine species [20] [21] [22] . These findings strengthen the argument that murine CRISP4 is the true ortholog of CRISP1 in other mammals [20] [21] [22] . No obvious ortholog to murine CRISP1 is apparent in other species, although expression patterns would support the contention that murine CRISP1 is most similar to CRISP3 in other species.
Porcine CRISP2 has high sequence similarity to all other CRISP2 proteins characterized to date. CRISP2, also known as testis-specific protein 1 (Tpx1), is expressed exclusively in the testis in all species where it has been characterized, and here we showed that it is solely expressed in the testis of boars [10, [23] [24] [25] [26] .
Less is known about the expression and function of CRISP3, relative to CRISP1 and CRISP2. CRISP3 has been shown to be produced in several different tissues, including reproductive tissues, submandibular glands, and leukocytes [2, 3, 25, [27] [28] [29] [30] [31] . In the boar we observed expression only in the prostate, and this expression appeared to be at much lower levels than that for CRISP1 and CRISP2. The role that CRISP3 may play in the male reproductive tract is unclear.
CRISP1 and CRISP3 are generally thought to be androgen dependent, whereas CRISP2 is produced in the germ cell but not under androgen control [2, 3, 21] . The lack of detectible expression of the CRISP1, CRISP2, and CRISP3 genes in sexually immature male piglets is consistent with androgen regulation of CRISP1 and CRISP3 and the germ cell-specific expression of CRISP2.
Murine CRISP1 has been shown to inhibit sperm-egg fusion and to block capacitation in rat sperm [14, 15, 32] . More recently, rat CRISP2 has also been shown to inhibit sperm-egg fusion, suggesting that CRISP2 has a molecular activity in common with CRISP1 [19] . The molecular mechanism for both of these activities remains unknown. Given that rat CRISP1 and CRISP2 share a similar activity in sperm egg fusion, we reasoned that CRISP2 may also have some efficacy in inhibiting sperm capacitation. We tested this idea by capacitating boar sperm in the presence of increasing amounts of rpCRISP2. The results of this experiment revealed just the opposite. Including rpCRISP2 in the in vitro capacitation incubation resulted in an increased number of sperm undergoing an AR. We conclude that rpCRISP2 can induce an AR with the same efficiency as calcium ionophore.
This result was surprising, but it is arguably consistent with what is known about the molecular activity of other CRISP proteins. It has been well established that certain CRISP proteins found in venom toxins can alter the activity of ion channels, including various types of calcium channels [33] [34] [35] [36] [37] [38] . It has also been recently demonstrated that mouse CRISP2 can alter the activity of ryanodine receptor calcium channels [6] . It is possible that CRISP2 is altering the normal function of an ion channel on the sperm surface and as a result facilitating an AR in capacitated sperm. This hypothesis is currently under investigation in our lab. Regulation of the AR in vivo by interaction of CRISP2 with the plasma membrane is not likely since CRISP2 is localized intracellularly [9] [10] [11] .
It is not clear why the several cell lines tested only accumulated low levels of rpCRISP1 in their media. In all cases, the cells were successfully transfected with the CRISP1 expression vector and were shown to produce CRISP1 mRNA (data not shown). Our lab has had similar disappointing expression results with rat CRISP1 (unpublished observation). It is possible that the low levels of CRISP1 secreted into the media results in feedback inhibition of further CRISP1 secretion.
In summary, we have demonstrated that three CRISP genes are expressed in the boar and that they show similar distribution and protein expression patterns in the reproductive tissues to those found for the human CRISP proteins. This establishes a high similarity between the human and porcine CRISPs. Elucidation of the function of the boar CRISP proteins may be directly relevant to the function of these proteins in the human and other species.
